[Preparation and subcellular localization of antibody against RIP3].
To determine the localization of RIP3 in NIH3T3 cell line and explore its roles in the signal transduction pathway of TNF-alpha-induced caspase-independent cell death. RIP3 gene was cloned from NIH3T3 cell line by RT-PCR and the amino acid 287-486 sequence of RIP3 was overexpressed in E.coli strain BL21. The protein was purified by electrodialysis to immune rabbits. Nine weeks later, the serum of the rabbits was harvested and anti-RIP3 polyclonal antibodies was purified and its specificity was detected by Western blot. Immunofluorescence was used to determine the subcellular localization of RIP3 in NIH3T3 cell line and the effects of TNF-alpha and z-VAD.fmk on RIP3 for its localization changing. A high concentration of rabbit polyclonal antibody against RIP3 with good immunological characteristics was obtained. RIP3 was successfully detected by Western blot with anti-RIP3 antibody in 293T cells transfected with pcDNA3-flag-RIP3 and in mouse NIH3T3 cell line. The results of immunofluorescent staining displayed that RIP3 localized in cytoplasm in untreated NIH3T3 cells. Treatment with TNF-alpha or z-VAD. fmk alone didn't change its distribution. However in the cells induced by z-VAD.fmk and TNF-alpha, RIP3 was detected in both cytoplasm and nucleolus. The polyclonal antibody against RIP3 with high concentration and specificity was successfully obtained. In NIH3T3 cell line, RIP3 localized in cytoplasm, which was subject to change induced by z-VAD.fmk and TNF-alpha, suggesting that RIP3 plays an important role in TNF-alpha induced caspase-independent cell death signal transduction pathway.